[Abstract] Glioma Associated Stem Cells (GASCs) represent a population of nontumorigenic multipotent stem cells hosted in the microenvironment of human gliomas. In vitro, these cells are able, through the release of exosomes, to increase the biological aggressiveness of glioma-initiating cells. The clinical importance of this finding is supported by the strong prognostic value associated with the GASCs surface immunophenotype thus suggesting that this patient-based approach can provide a groundbreaking method to predict prognosis and to exploit novel strategies that target the tumor stroma .
1. Under biological hood, place the glioma sample into sterile 100 mm Petri dish and cut the fragments into ~1 mm pieces using scalpels.
2. Re-suspend glioma fragments into 3-5 ml of BB and transfer them into a 15 ml Falcon
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tube.
3. Let the fragments deposit to the bottom of the 15 ml Falcon tube by gravity at room temperature. If fragments will not deposit into the bottom, centrifuge the suspension at 300 x g for 1 min.
4. Remove the supernatant and re-suspend the volume of the pellet in an equal volume of collagenase solution (0.025%).
5. Incubate the suspension for 5 min in an agitation rotor at 37 °C.
6. At the end of the incubation period, gently shake the bottom of the Falcon tube and add 5 ml of IB and gently pipette it with a 10 ml serological pipette for 4-5 min.
7. Pre-wet a 70 μm mesh filter by filtering 5 ml of sterile, fresh HBSS using a 5 ml sterile serological pipette into a 50 ml Falcon tube.
8. Filter the cell suspension through the pre-wet 70 μm mesh filter.
9. Centrifuge the filtered suspension at 500 x g for 5 min at room temperature and resuspend it into 1 ml of MASC medium. . You will obtain the total amount of cells/ml of cell suspension.
11. Seed 5,000 cells/cm 2 into fibronectin-coated dishes and culture them in MASC medium at 37 °C in a 5% CO2, 5% O2 force air incubator.
B. Sub-culture of glioma associated stem cells (GASCs)
1. Take out from the incubator (5% CO2, 5% O2, at 37 °C) the dish containing the cells that has to be split. Check at the microscope that cells have reached 80% of confluence (7-10 days after seeding).
2. Transfer the dish below the biological hood, open the dish and discard the supernatant with a 10 ml sterile serological pipette. supernatant and re-suspend the cell pellet in 1 ml of MASC medium.
8. Seed the cells onto fibronectin-coated dishes at the concentration of 3,500 cells/cm 2 .
9. Change the medium every three days. Split the cells when they will reach 80% confluence.
Representative data Video 1. GASC isolation procedure. Video 1 is representing the steps from 1 to 11 of the GASCs isolation protocol. Adjust the pH to 7.3
Filter sterilize (0.2 µm) and stored at 4 °C
